. Expression profiles of mutant NS2B H -NS3pro. Coomassie-stained SDS-PAGE of wild-type and mutant NS2B H -NS3pro complexes expressed in E.coli using two expression systems. MW in kDa is indicated on the left. For the unlinked complexes, the top arrow is NS3pro and bottom arrow is 6His-NS2B H . For the glycine-linked proteases, the arrow is 6His-NS2B H -G 4 SG 4 -NS3pro. Hydrolysis of the para-nitroanalide substrate Ac-LKRR-pNa (25 µM) by the wild-type form of the unlinked DENV2 protease complex, and all NS2B H mutants in both the glycine-linked and unlinked systems. Activity measured in 50 mM Tris.HCl, pH 8.5 at 37 °C. The data were fitted to a first-order exponential (providing an estimate of k obs ) using Reactlab software (eq.
3).
